Evidence suggests that compression and shear wave elastography are sensitive to the mechanical property changes occuring in dying cells following chemotherapy, and can hence be used to monitor cancer treatment response. A qualitative and quantitative understanding of the mechanical changes at the cellular level would allow to better infer how these changes affect macroscopic tissue mechanical properties and therefore allow the optimization of elastographic techniques (such as shear wave elastography) for the monitoring of cancer therapy. We used intracellular particle tracking microrheology (PTM) to investigate the mechanical property changes of cells exposed to paclitaxol, a mitotic inhibitor used in cancer chemotherapy. The average elastic and viscous moduli of the cytoplasm of treated MCF-7 breast cancer cells were calculated for frequency ranges between 0.2 and 100 rad s -1 (corresponding to 0.03 and 15.92 Hz, respectively). A significant increase in the complex shear modulus of the cell cytoplasm was detected at 12 h post treatment. At 24 h after drug exposure, the elastic and viscous moduli increased by a total of 191.3 Pa (>8000 × ) and 9 Pa (∼9 × ), respectively for low frequency shear modulus measurements (at 1 rad s -1 ). At higher frequencies (10 rad s -1 ), the elastic and viscous moduli increased by 188.5 Pa (∼60 × ) and Content from this work may be used under the terms of the Creative Commons AttributionNonCommercial-ShareAlike 3.0 licence. Any further distribution of this work must maintain attribution to the author(s) and the title of the work, journal citation and DOI.
1.7 Pa (∼1.1 × ), respectively. Our work demonstrates that PTM can be used to measure changes in the mechanical properties of treated cells and that cell elasticity significantly increases by 24 h after chemotherapy exposure.
(Some figures may appear in colour only in the online journal)
Introduction
The cytoskeleton is an important determinant of the cytoplasm's mechanical properties at smaller-length scales, which in turn strongly contributes to the overall bulk mechanics of the cell at larger length-scales (Stricker et al 2010) . Studies have shown that a dynamic re-organization of the cytoskeleton takes place in cells when exposed to cytotoxic agents such as chemotherapy, eventually leading to cell death (Ndozangue-Touriguine et al 2008, Wilbur et al 2007 , Levee et al 1996 , Suarez-Huerta et al 2000 , Pelling et al 2009 . Such re-organization is accompanied by changes in the cell mechanical properties, caused by cytoskeleton restructuring and nuclear condensation (Stricker et al 2010, Mammoto and Ingber 2009) . These bio-mechanical changes could therefore act as treatment response markers during the course of a cancer therapy (i.e. chemotherapy).
Elastography and shear wave ultrasound are relatively new imaging modalities sensitive to the mechanical properties of tissue (Moon et al 2009 , Evans et al 2010 , Sebag et al 2010 , Parker et al 2011 . A number of clinical applications are emerging as commercial units become more readily available. Recent studies have demonstrated that these modalities can be used for the detection of tumors based on quantitative stiffness measurements (Findings et al 2012 , Berg et al 2012 . A number of recent studies have led us to hypothesize that both ultrasound compression and shear wave elastography imaging could also be used for cancer treatment monitoring (Bando et al 2007 , Brindle 2008 , English et al 2011 , Hayashi et al 2012 . Similarly, magnetic resonance (MR) elastography has been shown to have potential in similar clinical applications. Studies have demonstrated the use of MR elastography for diagnosis in a number of tumor models (Xydeas et al 2005 , Sinkus et al 2008 . More recently it has been shown to be capable of detecting treatment response in breast (Sinkus et al 2005 , Yuan et al 2012 , Xydeas et al 2005 and liver tumors (Venkatesh et al 2008) . Furthermore, it is currently used in the clinic for monitoring liver fibrosis (Yin et al 2007) . Finally, it has recently been demonstrated, in pre-clinical animal tumors, to be capable of detecting changes in the shear modulus of tumors exposed to chemotherapy (Chen et al 2011) . A number of good reviews are available summarizing the use of ultrasound and MR compression and elastography/shear wave imaging in cancer applications (Sinkus et al 2008 , Xydeas et al 2005 . Consequently, a qualitative and quantitative understanding of how the mechanical properties of individual cells change over time after treatment administration is necessary in order to develop effective treatment monitoring tools.
In this work, we have used particle tracking microrheology (PTM) as a tool to probe the mechanical properties of individual cells treated with paclitaxol. Microrheology collectively refers to a family of techniques for measuring the mechanical properties of complex fluids, soft (bio-) materials and biological cells with relatively high temporal and spatial resolution (Waigh 2005) . Active microrheology uses external forces to manipulate probe-particles and actively measure deformations, while passive microrheology uses particles driven by the thermal energy of the material to make such measurements. Passive methods have an advantage over active methods; since no large strain or stress is applied to the material, measurements remain within a linear response range without damage to the specimen under study. PTM is a passive microrheology technique, which uses the Brownian motion of embedded particles to assess the viscoelasticity of a material locally. Once particles are embedded in the cell (cytoplasm or nucleus), short videos of the motion of these particles are captured, from which individual particle tracks are extracted using tracking software. A mean square displacement (MSD) can then be computed for each particle and averaged over all particles. Finally, the complex shear modulus (composed of an elastic modulus (G ) and a viscous modulus (G )) can be computed using a generalized version of the Stokes-Einstein relation (GSER) (Weihs et al 2006 , Mason 2000 .
PTM has been employed in the past to measure the mechanical properties of a variety of complex fluids, biomaterials, cells and gels (Waigh 2005) . Kole et al (2004) were among the first to apply PTM as a tool to measure intracellular mechanical properties. The technique has also been used to study the differences in the mechanical properties of diseased and nondiseased cells (i.e. malignant and benign), and to investigate mechanical changes associated with cellular and subcellular processes induced by biochemical agents or mechanical forces (Dangaria and Butler 2007 , Kole et al 2005 , Massiera et al 2007 , Panorchan et al 2006 , Selvaggi et al 2010 , 2002 , Li et al 2009a , 2009b . Past investigations of the mechanical properties of cells undergoing cell death have mostly used active techniques such as atomic force microscopy (AFM). Although both passive (i.e. PTM) and active (i.e AFM) methods should in principle yield similar qualitative and quantitative measurements in live cells, this is often not the case. PTM directly probes the cytoplasm's content (at length scales of ∼100 nm), which is often influenced by the filaments of the cytoskeleton. On the other hand, AFM tends to be more sensitive to the mechanics at larger length scales (the cell as whole). Experiments comparing PTM and AFM in malignant and benign cancer cell lines demonstrated that both techniques are sensitive to their differing mechanical properties, but that each of the techniques probed distinctive aspects of the cell mechanical properties (Li et al 2009a) . To the best of our knowledge, PTM has not yet been used to measure the mechanical properties of cells exposed to chemotherapy. Our aims here are two-fold: to demonstrate as proof of principle that the PTM technique can be used to measure the average longitudinal changes in the mechanical properties of cells undergoing chemotherapy and to investigate, qualitatively and quantitatively, the mechanical property changes at different time points after drug exposure.
Materials and methods

Cell culture
MCF-7 breast cancer cells (ATCC, Manassas, VA) were cultured to 50-60% confluence at 37
• C in 10% Dulbecco's Modified Eagle's Medium (DMEM) supplemented with 10% bovine calf serum and 10 μg ml -1 insulin. Cells were used for PTM experiments and for the cell death staining assay. For PTM experiments, cells were trypsinized and plated into four Delta-T (Bioptech, Butler, PA) culture dishes 24 h before microinjection (two dishes for treated and two for control). Each of the dishes was pre-marked with a 1 mm diameter circle, indicating the area for microinjections. For cell death staining assay, cells were trypsinized and plated into 12 culture dishes (BD Falcon, Mississauga, ON, Canada). All trypsinization occurred between passages 2-5.
Cell death staining assay
Paclitaxol is a chemotherapeutic agent used clinically for the treatment of breast and ovarian cancer. It acts by interfering with the normal function of microtubules, hyper-stabilizing their structure, and eventually inducing apoptosis in most cells by 24 h post exposure, when administered at 20 ng ml -1 (Saunders et al 1997) . From 12 culture dishes containing MCF-7 cells, six were treated with 20 ng ml -1 of paclitaxol disolved in DMSO (Bristol-Myers Squibb Canada, Montreal, QC, Canada), while six were left untreated. Cell response to paclitaxol treatment was assessed using an annexin V-FITC cell death detection kit (Sigma-Aldrich, Oakville, ON, Canada). The kit allows distinguishing between viable cells, cells in early apoptosis and cells in late apoptosis/necrosis. Cells staining with annexin V only are in the early stages of apoptosis; those staining for both annexin V and propodium iodide (PI) are in the late stage of apoptosis/necrosis, while those remaining unstained are deemed viable. Two dishes were taken out of the incubator, (one treated and one control dish) and stained at 0, 6, 12 and 24 h after treatment. Bright field and fluorescence microscopy were used to visually confirm cell death by noting the fluorescent color to confirm both early and late cell death. Bright field and fluorescent pictures of six to eight randomly chosen FOVs for each culture dish were taken with a CCD camera at 10 × magnification at each of the time-points for quantification of cell death.
Particle tracking microrheology
Cells located within the marked region (circle of ∼1 mm diameter) on the culture dish were microinjected with 0.19 μm (coefficient of variation of 5%) diameter carboxyl-modified fluorescent polystyrene microspheres (Invitrogen, Burlington, ON, Canada). After injections, cell culture dishes were placed in the incubator and left for 24 h in order to allow particles to diffuse through cells and for cell membrane damage repair (after the microinjection). Particles were initially dialyzed in Dulbecco's phosphate-buffered saline and prepared as described in Kole et al (2004) . Each dish was taken outside the incubator for no more than 20 min for the microinjection process, after which cells were washed immediately with phosphate-buffered saline and put back into the 37
• C incubator in DMEM culture medium, but with no serum and no insulin.
Before treatment, cell dishes were examined under the microscope and cells in which particles were successfully introduced were mapped on a sketch of the microinjection area. Two of the four dishes were treated with a 20 ng ml -1 concentration of paclitaxol. The other two dishes were left untreated (control). The Delta-T dishes were then sealed with a plastic transparent cover and imaged at 0, 6, 12 and 24 h. Through the course of the experiments, cells were kept in an incubator and taken out only for 10-15 min imaging sessions at the specified time points. Microinjected cells were located using the sketched map within the marked area of injection in the Delta-T dishes. Videos were recorded for a total of 40 s at 25 fps (yielding a total of 1000 frames per video) using a QImaging CCD camera (QImaging, Surrey, BC, Canada) attached to a PC and Streampix video capture software (Norpix, Montreal, QC, Canada). These were captured under an Olympus IX71 (Olympus, Mellville, NY) microscope at 100 × magnification. Videos were kept short to avoid photobleaching of the particles and active transport of particles caused by cellular motors. A total of one to four microinjected cells were present in each video and each cell contained on average two to five particles. Approximately five to seven videos were captured for each dish at each time point for a total of 20-40 tracks per timepoint.
MSD and complex shear modulus calculations
Particles were individually tracked from the captured videos using MATLAB routines (The MathWorks, Natick, MA). These routines were originally written in IDL by Crocker (1996) and ported to MATLAB by Blair and Dufresne (2011) . The routines were used to (1) locate particle positions for each frame, (2) filter unwanted tracks or particles (due to digitization errors, table vibrations or noticeable intracellular motor transport motion), and (3) link the positions in each frame into tracks for a collection of frames. An in-house written MATLAB GUI using the above-mentioned particle-tracking routines was used to obtain tracks from all videos. Each track was inspected individually for abrupt movement of particles (caused by table vibration/bumps). The mechanical properties of cells were computed from the particle-ensemble averaged MSD at each treatment lag-time. A minimum of at least 20 tracked particles were used to obtain the average MSD at each lag-time. All tracks were dedrifted and the MSD and complex shear modulus were computed as described by others (Blair and Dufresne 2011 , Mason 2000 , Kilfoil 2011 , Wirtz 2009 ). The complex shear modulus (also known as the viscoelastic modulus) expresses the viscous modulus as the imaginary (loss) component and the elastic modulus as the real (storage) component. The use of the GSER for estimating the complex shear modulus from PTM MSD measurements in complex biomaterials and live cells was suggested by Mason (2000) , and subsequently demonstrated in a number of studies (Duits et al 2009 , Li et al 2009 , Tseng 2002 , Wirtz 2009 ). The mean of all squared displacements at a given lag-time, using all frames and particles was computed using:
where r(t ) is a single position at a specific time point in the video, τ represents the time-scale or the lag-time at which the MSD is being computed and . . . indicates time average and ensemble (over all particles) average. The viscous and elastic moduli were then extracted from the MSD as described by Mason (2000) using a simplified algebraic estimation method. In summary, the method estimates the complex shear modulus algebraically by approximating the local log-slope (log-derivative) of the MSD at each lag-time individually. This yields a smoothed approximation of the MSD, from which the slope α can be taken:
This slope can then be used to compute the magnitude of the complex shear modulus as follows
where γ represents the gamma function, k b is Boltzmann's constant, a is the particle-probe's radius and T is the temperature in Kelvins. |G * (ω)| can then be computed for each lag-time (or frequency) and used to compute the elastic G (ω) modulus and viscous (G (ω)) modulus as follows:
The creep compliance ( (τ )), which is an indication of the local deformation of cytoplasm microenvironment due to the thermally driven particles, was computed as follows:
The mechanical properties of cells were computed from the particle-ensemble averaged MSD at each treatment time-point. A minimum of at least 20 tracked particles sampled from 10-20 cells were used to obtain the MSD at each time-point. 
Results
Bright field light microscopy and fluorescent microscopy images of treated cells at 0 and 24 h are displayed in figure 1(A) . Morphological changes of treated cells are evident in the light microscopy images at 24 h. Corresponding images of treated cells stained with the cell death stain kit show a time dependent increase in double staining of annexin V (fluorescent green) and PI (fluorescent red). There are also cells at 24 h staining only for annexin V (fluorescent green). Cells at 0 h in light microscopy images appeared mostly viable and display well-formed cell colonies. Minimal cell death staining was visible in control dishes (not shown). Figure 1(B) displays the quantified ratio of non-viable or dying cells in fluorescent images (staining for both early and late stage cell death) to all cells counted in corresponding bright field images. These results indicate a time-dependent increase in cell death and is consistent with other paclitaxol dose-studies on MCF-7 cells (Saunders et al 1997) . By 12 h, more than 65% of cells were dead or dying, while remaining cells appeared morphologically different from control cells. Figure 2 (A) is a representative image of particles embedded in the cytoplasm of a viable cell at 0 and 24 h post treatment with paclitaxol. Figure 2 (B) highlights representative tracks of a single particle at 0 and 24 h after treatment. In figure 3(A) , the average MSD (left Y-axis) and the creep compliance (equation (6); right Y-axis) is plotted against lag-time for treated and non-treated cells, at each time point. A time-depedent decrease in cytoplasm deformability was observed in the creep compliance. Figure 3(B) illustrates the MSD of each particle used to obtain the average MSD at each of the time points. For treated cells, the number of tracks at each time point was: 0 h n = 26 tracks, 6 h n = 38 tracks, 12 h n = 20 tracks, 24 h n = 21 tracks. For control cells, the number of tracks at each time point was: 0 h n = 26 tracks, 6 h n = 38 tracks, 12 h n = 20 tracks, 24 h n = 21 tracks.
We tested the average MSD of particles for statistical significance between 0 and 6 h, 0 and 12 h, and 0 and 24 h after paclitaxol exposure for two differing lag-times (0.1 and 1 s) in treated and untreated cells. These were chosen as to represent particle MSDs at the shorter and longer lag-times. The difference in the MSD in treated and untreated cells was evaluated using a two-sample t-test (two-tailed; assuming unequal variances; α = 0.05). At The MSD change of log-slope is characteristic of an increasing real and imaginary parts of the complex shear modulus in the particle-probe's microenvironment. The log-slope change is noticeable starting at 12 h. At 24 h, the MSD has a log-slope of ∼0, indicating a predominantly elastic cytoplasm. No statistically significant change in the MSD magnitude nor the slope of control cells was found. A slope of 1 in the log-log MSD graphs indicates that the cell cytoplasm is viscoelastic, while a slope greater than 1 or smaller than 1 indicates a predominantly viscous or elastic cell cytoplasm, respectively. Our findings suggest that the intracellular microenvironment remains consistent over 24 h in viable cells. Changes in MSD amplitude are most likely related to cytoskeleton filament re-organization during cell mitosis or motility. Gray solid line indicates log-slope of 1. Creep compliance of treated cells, which describes the local deformation of the cytoplasm microenvironment by the thermally driven microinjected particles is directly proportional to the MSD. Data indicates a time-dependent decrease in local deformability of the cytoplasm of paclitaxol treated cells. (B) All MSDs for all tracks measured in treated cells at each time point. (0 h with n = 26 tracks; 6 h with n = 38 tracks; 12 h with n = 20 tracks; 24 h with n = 21 tracks). The distribution of particle MSDs became wider through the course of the treatment. MSD slope changes were apparent at 12 h in some of the tracks. By 24 h, all tracked MSDs had a slope of ∼0. The MSD was found to be significantly different between 0 and 12 h as well as 0 and 24 h at a 1 s lag-time (p = 0.05). the 0.1 s lag-time, the MSD decreased between the 0 and 6 h, and the 0 and 24 h time points (p 0.05). At the 1 s lag-time, the MSD decreased between the 0 and 12, and the 0 and 24 h time points (p 0.05). No other statistical differences were found for treated and untreated conditions at these lag-times. Table 1 has a summary of all p-values. The complex shear modulus was computed (see equation (5)) for treated cells at 0, 6, 12 and 24 h after drug administration and plotted on a log-log graph against frequency (figures 4(A) and (B)). The elastic and viscous moduli were plotted for the 0 and 24 h time points in sub- figures (figures 4(A) and (B) ) in order to demonstrate the increase in cytoplasm elasticity. This was done for the 1 and 10 rad s -1 frequencies as to avoid edge truncation errors when taking the MSD slope (Mason 2000) . At 24 h after drug exposure, the elastic and viscous moduli increased from 0.022 to 191.3 and from 1.1 to 10.1 Pa, respectively (at 1 rad s -1 ). At higher frequencies (at 10 rad s -1 ), the elastic and viscous moduli increased from 3.3 to 191.8 Pa and from 13.4 to 15.1 Pa, respectively. Figure 4(C) is of the G /G ratio, which is indicatory of the relative contribution of the elasic and viscous component as a function of lag-time, relative to one-another, within the intracellular microenvironment.
Discussion
In this study, we have demonstrated that PTM can successfully detect changes in the mechanical properties of breast cancer cells in a longitudinal chemotherapy study. Furthermore, we show that on average, the complex shear modulus measured in the cytoplasm of paclitaxol treated cells experiences a time-dependent increase over a 24 h time-course. More than 60% of cells treated with paclitaxol underwent cell death by 24 h after drug exposure (figure 1), consistent with other studies (Saunders et al 1997) . Cells that did not undergo cell death by 24 h were likely in the early phase of treatment response, exhibiting minor morphological changes or microtubule destabilization. Such effects would have also contributed to the mechanical property changes of cells measured in this work. Untreated cells remained viable ( figure 1(B) ), with the exception of a small percentage of cells.
The average MSD at each of the treatment time-points in figure 3(A) is representative of all tracked particles located throughout each microinjected cell's cytoplasm ( figure 3(B) ). Hence, the mechanical property measurements are representative of all microinjected cells that remain adhered to the dish at the time of video capture; this average is representative of cells responding to treatment as well as those potentially not responding to the treatment. Representative tracks shown in figure 2(B) indicate that the MSD decreased after treatment and that the average cytoplasmic environment is stiffening. Similar cytoplasmic stiffening has been reported in other studies (Lam et al 2007 , Levee et al 1996 , Pelling et al 2009 .
The significant decrease in the average MSD amplitude of treated cells at 6 (significant at 0.1 s lag time), 12 (significant at 1 s lag-time) and 24 h (significant at both the 0.1 and 1 s lag-times) indicates an increase in both the real and imaginary parts of the complex shear modulus during cell death (figure 4). The MSD of treated cells significantly changed 24 h post treatment at both lag-times tested. However, statistical significance of the MSD amplitude was only apparent for the 0.1 s lag-time at the 6 h time point and for the 1 s lag-time at the 12 h time point. The trend observed at the shorter lag-time (0.1 s) suggests that the cells may undergo periods of stiffening, followed by periods of relaxation during cell death. A similar stiffening and relaxation trend has previously been reported (Pelling et al 2009 , Levee et al 1996 . On the other hand, at the 1 s lag-time, changes in the average MSD amplitude only became significant 12 h post drug exposure. We posit that no significant change was observed at the 1 s lag-time of the 6 h treatment time-point MSD due to variations in individual particle MSD log-slope. This is likely associated with variations in individual cell response time. Mechanical changes not directly linked with cell death are likely related to paclitaxol effects on the microtubule of cells (Saunders et al 1997) .
Changes in the MSD log slope were observed by 12 h post treatment (figure 3). A slope of 1 in the log-log MSD graphs indicates that the cell cytoplasm is viscoelastic, while a slope greater than 1 or smaller than 1 indicates a predominantly viscous or elastic cell cytoplasm, respectively. We observed an MSD log slope approaching 0 for particles tracked at 12 and 24 h after treatment, suggesting that the particle-probe microenvironment becomes more elastic. This is likely associated with cytoskeleton re-organization (polymerization) during cell death (Levee et al 1996 , Mammoto and Ingber 2009 , Ndozangue-Touriguine et al 2008 , Suarez-Huerta et al 2000 .
For untreated (control) cells, the changes in MSD as a function of time are small (figure 3). No changes in the average MSD slope are observed, while some variations in the average MSD amplitude of individual particles are measured. However, the average MSD log-slope did not change significantly from one time point to another in control conditions, which further supports the notion that changes in the PTM results are representative of mechanical changes related to paclitaxol exposure. MSD amplitude variations in control cells are likely linked to cell mechanical property heterogeneity. For example, Tseng et al (2002) showed, using PTM, that beads located closer to the nucleus experience a stiffer cellular microenvironment than those located at the edges of the cytoplasm of a cell. Variations in the MSD over time could also be associated with changes in cell cycle, mitosis or cell motility.
PTM measurements are also susceptible to artifacts caused by other cell activities. Intracellular molecular motors cause directed motion, cell mobility/crawling can cause spurious tracer motion, while reaction forces from trafficking cytoskeleton tread-milling or remodeling can further 'jiggle' the mesh network surrounding the tracked particle. However, it is suggested that such non-Brownian motion usually dominates at longer lag-times, while Brownian motion usually dominates at shorter lag-times (Wirtz 2009, Crocker and Hoffman 2007) . In this study, we have taken precautions to minimize non-Brownian fluctuations. These precautions include: (i) microinjecting particles in order to avoid particle engulfment by intracellular motors, (ii) using carboxyl-modified fluorescent polystyrene particles to decrease the chances of intracellular active motor binding, (iii) taking short particle motion videos in order to minimize active cellular motor-driven motion (focusing on shorter lag-times), and (iv) averaging a large number of particles from multiple cells to obtain the average MSD (Li et al 2009a , 2009b , Duits et al 2009 , Wirtz 2009 , Kole et al 2004 , Valentine et al 2004 . It is also possible that thermal energy production varies between viable and dying cells. A decrease or increase in the heat production would then lead to MSD amplitude changes of thermally driven motion that are not directly related to the mechanical properties of dying cells. However, we anticipate that the slope would remain independent of frequency, and would directly characterize the particle microenvironment.
We have computed the complex shear modulus by using the GSER (Mason 2000) . As treatment time progressed, both the elastic (G ) and viscous (G ) moduli increased (figures 4(A) and (B)) while the creep compliance ( (τ )) decreased ( figure 3(A) ). Our results indicate that the measured complex shear modulus undergoes the most significant changes at lower frequencies (0.03-0.3 rad s -1 ). By 24 h, the elastic modulus remained relatively constant over the entire range of frequencies. This is indicative that the cytoplasm of cells becomes more solid like 24 h after paclitaxol exposure. The changes in the complex shear modulus suggest that paclitaxol causes the cell cytoplasm to become more elastic and viscous over time. However, we note from figure 4(C) that the G /G ratio changes as a function of treatment time. The G /G ratio specifies whether the probed microenvironment is predominantly viscous or elastic; a ratio greater than one indicates that the viscous component is dominant, while a ratio smaller than one indicates that the elastic component is dominant. We found that at the 0 and 6 h time points, the G /G ratio was strongly viscous at the lower probing frequencies and more elastic at the higher probing frequencies. On the other hand, at the 12 h time point, the G /G ratio remained almost constant and equal to one over most of the frequency range, with the exception of the lower frequencies. This suggests that the intracellular microenvironment has a strong elastic component by this time point. Finaly, we found that by 24 h after therapy, the G /G ratio falls below one, inidcating a predominantly elastic microenvironment. These results suggest that the elastic and viscous contributions to the intracellular microenvironment change as a function of both probing frequency and treatment time. It is important to note that the GSER models the cytoplasm of cells as a complex fluid, and is based on three main assumptions: that the probe is embedded in a completely homogeneous material, that it has 'no-slip' boundary conditions and that its fluctuations are thermally driven (Mason 2000) . There are studies though that suggest that at least one of these assumptions may not hold true in cells (Crocker et al 2000 , Valentine et al 2004 , causing single particle tracking MSD results to report only a correct frequency dependence, with incorrect amplitude measurements in cells (Crocker and Hoffman 2007, Wirtz 2009 ). However, by taking this one step further and averaging over a number of particles distributed spatially across the cell's cytoplasm, and over multiple cells, estimates of the mechanical properties are then more likely to represent absolute values. Furthermore, recent studies by Li et al (2009a) , (2009b) and Duits et al (2009) suggest that the intracellular location of the particle may be relatively unimportant when an ensemble of particles are used to obtain an average MSD, and that measurements from microinjected particles are more likely to report measurements dictated by the actin cytoskeleton than the microtubule network.
Our results demonstrate that the cytoplasm of in vitro treated cells becomes stiffer as these respond to treatment. Such mechanical changes could potentially be exploited with compression or shear wave elastography imaging to monitor cancer treatment response in diseased tissue. Spatial variations of the shear modulus are generally orders of magnitude greater than variations of the longitudinal modulus (dominant in conventional clinical ultrasound) in soft tissues (Moon et al 2009 , Garra 2007 . Because of this, significant soft tissue contrast can be observed when imaging with such modalities. Elastography and shear wave ultrasound imaging have been used in clinical trials for the differentiation of benign and malignant breast tumors with considerable success (Tanter et al 2008 , Evans et al 2010 , Sebag et al 2010 . Experiments are now underway to measure the changes in shear wave propagation as a function of treatment, while evidence that elastography can detect such changes have been reported (Bando et al 2007 , Brindle 2008 , English et al 2011 , Hayashi et al 2012 .
Future work will include detailed studies of the longitudinal response of individually treated cells in a more controlled environment. An experimental set-up that would allow us to do so would yield better insight on the dynamics of the changes in mechanical properties during chemotherapy. In these experiments, it will be essential to consider how the mechanical property changes vary at different spatial locations within the cell, and which part of the cell (cytoplasm vs. nucleus vs. membrane) is most closely linked to the whole cell's mechanical properties during treatment response . Finally, the use of mathematical tools (i.e. finite element models) could help model and better understand the response of individual cells and ensembles of cells exposed to treatment, and measured using compression and shear wave elastography, at different stages of therapy. This would in turn allow to effectively optimize treatment monitoring imaging modalities, such as the ones described here. We have begun developing such models for individual and collections of cells; we anticipate that our experimental PTM results can be used as input parameters for such models, leading to a better understanding of tumor response to chemotherapy.
Conclusion
We have shown that intracellular PTM can be used to study the mechanical property changes of cells undergoing chemotherapy. It was observed that the MSD of microinjected particles became much smaller with time, as apoptosis was induced in MCF-7 cells. The MSD as a function of lag-time was shown to decrease both in magnitude and slope over the treatment time course, which suggests that treatment causes cells to become more elastic and viscous over time. At 24 h after treatment, a 60 × and a >8000 × increase in the elastic modulus was observed at the 10 and 1 rad s -1 frequencies, respectively. A 1.1 × increase and a 9 × increase was observed for the viscous modulus for frequencies of 10 and 1 rad s -1 , respectively. This is the first time that PTM has been shown to estimate changes in local mechanical properties of dying cells from measurments of intracellular particle displacements.
